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Transfected cells were selected with G418 for 7 days and then treated with either DMSO or 10 µM CCCP for 3 h. Total cell lysates were solubilized in IP lysis buffer. Immunoprecipitation of endogenous protein was performed using rabbit anti-PARK2 antibody. BECN1 and PARK2 were detected using antibodies raised in mouse whereas AMBRA1 was detected using rabbit anti-AMBRA1. Immunoprecipitated amounts of BECN1 are comparable in scrambled shRNA and Ambra1 shRNA groups. The effect of DMSO and CCCP treatment on coimmunoprecipitated proteins (BECN1 and AMBRA1) was consistent with other results. (B) PC12 cells were transfected with scrambled shRNA or Becn1 shRNA. Transfected cells were selected with G418 for 7 days. Total cell lysates were prepared in IP lysis buffer and PARK2 was immunoprecipitated with rabbit anti-PARK2. BECN1 and PARK2 were detected using antibodies raised in mouse whereas AMBRA1 was detected using rabbit anti-AMBRA1. Panel shows that downregulation of BECN1 does not affect the PARK2-AMBRA1 interaction. (C) PC12 cells cotransfected with YFP-PARK2 and scrambled shRNA or Ambra1 shRNA as indicated. Cells were treated with either DMSO or CCCP for 3 h. The percent of YFP-PARK2-translocated cells was similar in scrambled shRNA or Ambra1 shRNA groups (CCCP treated). (D) HEK293 cells were transfected with FLAG-BECN1, FLAG-PIK3C3 and MYC-PARK2. Cells were treated with DMSO or 10 µM CCCP for 3 h. Total cell lysates were prepared in IP lysis buffer and used for immunoprecipitation using mouse anti-MYC. Elutes from the beads and input were probed using anti-FLAG and anti-VDAC1 antibodies raised in rabbit. Note that PIK3C3 and BECN1 coimmunoprecipitated with PARK2 whereas no VDAC1 band was visible in immunoprecipitated samples. Note that there is the FLAG reactive band other than BECN1 or PIK3C3. and PARK2, PC12 cells were incubated for 24 h in an amino-acid and serum-free starvation medium, and endogenous PARK2 was then immunoprecipitated using rabbit anti-PARK2. For WB, mouse anti-BECN1 and anti-PARK2 were used. Starvation increased the PARK2 coimmunoprecipitated BECN1 amount. (B) To study the effect of PINK1 overexpression on the interaction of endogenous BECN1 and PARK2, HEK293 cells were transfected with N-MYC-PINK1 and lysed 48 h later. Immunoprecipitation was performed using rabbit anti-PARK2. BECN1 and PARK2 were detected using respective antibodies raised in mouse whereas N-MYC-PINK1 was detected using mouse anti-MYC. IP, immunoprecipitation. Figure S3 . Becn1 shRNA inhibits CCCP-induced PARK2 phosphorylation. PC12 cells were transfected with scrambled shRNA or Becn1 shRNA and selected with G418 for 7 days. Cells were then treated with DMSO or 10 µM CCCP for 3 h, and total cell lysates were resolved on either normal SDS-PAGE or a gel containing Phos-tag acrylamide. PARK2 was detected on the immunblot using rabbit anti-PARK2. Depletion of BECN1 inhibited PARK2 phosphorylation which is denoted as P-PARK2. Figure S4 . Endogenous BECN1 and PARK2 are forming a complex in cytosol. (A to D) HEK293 cells that were treated with DMSO or 10 µM CCCP for 3 h. Subsequently, cytosolic-(A) and mitochondrial-enriched fractions (B) were prepared and subjected to blue native page and WB. BECN1 and PARK2 complexes were visualized using rabbit anti-PARK2 and mouse anti-BECN1 antibodies. (C) HEK293 cells were transfected with either scrambled or human BECN1 siRNA. Subsequently, at 72 h, cells were treated with DMSO or 10 µM CCCP for 3 h. Total cell protein was extracted, resolved on BNP and immunoblotted using rabbit anti-PARK2. The panel demonstrates the disappearance of the BECN1-PARK2 complex in BECN1 siRNA groups. (D) The cytosolic and mitochondrial fractions used in (A) and (B) were immunoprecipitated with mouse anti-BECN1 and detected using antibodies raised in rabbit. PARK2 coimmunoprecipitated with BECN1 only in cytsolic fractions. The purity of the cytosolic-and mitochondria-enriched fractions was confirmed using antibodies targeted against GADPH and VDAC1 on SDS-PAGE. (E,F) Total cell lysate of HEK293 cells was prepared in IP lysis buffer and resolved using a Superdex 200 10/300GL size exclusion column by collecting 0.2 ml fractions. (E) To detect PARK2 in different fractions, 3 µl of each fraction was spotted on a nitrocellulose membrane and visualized using anti-PARK2. The dot-blot demonstrates PARK2 in fractions 50 to 70. (F) Fractions 50 to 70 were resolved on SDS-PAGE and blots were probed using mouse anti-BECN1 and rabbit anti-PARK2. The panels demonstrate that BECN1 and PARK2 coelute in fractions 61 to 68. Calibration of the molecular weights was based on the elution patterns of thyroglobulin (669 kDa), apoferritin (443 kDa), beta-amylase (200 kDa), alcohol dehydrogenase (150 kDa), albumin (66 kDa) and carbonic anhydrase (29 kDa).
